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Experimental methods
Materials.
Tris, RNase A, and propidium iodide (PI) were purchased from Sigma.
The antibody of c-myc and hTERT were purchased from Abcam. Unless otherwise stated, spectroscopic titration experiments were carried out in 10 mM Tris-HCl (pH Cytotoxicity assay. The cell culture was maintained on RPMI-1640 medium supplemented with 10% fetal bovine serum, 100 U/mL penicillin and 100 μg/mL streptomycin in 25 cm 2 culture flasks at 37 C humidified atmosphere with 5% CO 2 .
All cells to be tested in the following assays have a passage number of 36. Fe(III) complex 1 (5 µM) was pelleted, and the cells were washed with 5 mL of PBS, scraped and lysed for 30 min on ice. Finally, the lysate was centrifuged at 13 000 rpm for 30 min at 4 °C; the supernatant was collected and stored at −80 °C before use. 6, 7 The TRAP assay was performed by following previously published procedures. 79
Telomerase extract was prepared from Hep-G2 cells. A modified version of the TRAP assay was used. 8 The PCR product sizes were confirmed by agarose gel electrophoresis and ethidium bromide staining. Three replications were performed, and then hTERT mRNA or cmyc mRNA level was normalized with the GAPDH mRNA level of each sample.
Results of real-time PCR were analyzed using the 2 -ΔΔCT method in the program Origin 8.0 to compare the transcriptional levels of hTERT or c-myc genes in each sample relative to nondrug treated control. [10] [11] [12] [13] [14] Western blotting. The Hep-G2 cells harvested from each well of the culture plates were lysed in 150 μL of extraction buffer consisting of 149 μL of RIPA Lysis Buffer and 1 μL PMSF (100 mM). The suspension was centrifuged at 10000 rpm at 4 C for 10 min, and the supernatant (10 μL for each sample) was loaded onto 10% polyacrylamide gel and then transferred to a microporous polyvinylidene difluoride (PVDF) membrane. Western blotting was performed using anti-hTERT, anti-c-myc and β-actin antibody and horseradish peroxidase-conjugated antimouse or antirabbit secondary antibody. Protein bands were visualized using chemiluminescence substrate. [12] [13] [14] Transfection. After Hep-G2 cells (8.0 ×10 5 cells) were grew in 3 cm Petri dishes for 24.0 h, DNA transfections were performed using the following procedure. Firstly, 2.0 μg EGFP plasmid 10 and 2.0 μg c-myc plasmid 11 were cotranfected into Hep-G2 cells using Lipo2000 (Invitrogen).Then, complexes 2 (10 μM) and cisplatin (10 μM) were added into medium, respectively, after 6 h of transfection. After another 24 h of S10 drug treatment, the cells were imaged using Nikon TE2000 (Japan) scanning fluorescence microscope and studied by Luciferase Reporter Gene Assay Kit. [12] [13] [14] Comet Assay. Single-cell gel electrophoresis for detection of DNA damage was performed using the Comet assay reagent kit purchased from Trevigen according to the manufacturer's instructions. Briefly, cells after treatment were harvested by centrifugation at 1500 rpm (20 C, 5 min) and resuspended at 1×10 6 Hep-G2 cells/mL in PBS. The cell suspension was mixed with melted LM agarose at a ratio of 1:10 (v/v). An aliquot (75 μL) of the mixture was immediately pipetted onto the slide (CometSlideTM). After refrigeration for 30 min, the slide was immersed in prechilled lysis solution and left on ice for 60 min, followed by immersing in freshly prepared alkaline solution (300 mM NaOH, 1 mM EDTA, pH>13) for 60 min on ice in darkness. After DNA unwinding, the slide was subjected to alkaline solution for electrophoresis in a Savant ps 250 system set at 300 mA and 1 volt/cm for 30 min.
After electrophoresis, the slide was rinsed with distilled H 2 O, fixed in 70% ethanol for 5 min and air-dried overnight. DNA was stained with SYBR Green I (Trevigen) and visualized under a fluorescence microscope (Nikon, Eclipse E600). [12] [13] [14] Statistical analysis. The experiments have been repeated from three to five times, and the results obtained were presented as means standard deviation (SD).
Significant changes were assessed by using Student's t test for unpaired data, and p values of <0.05 were considered statistically significant.
